Background: Mycoplasma pneumoniae is a common pathogen that causes upper and lower respiratory tract infections in people of all ages, responsible for up to 40 % of community-acquired pneumonias. It also causes a wide array of extrapulmonary infections and autoimmune phenomena. Phylogenetic studies of the organism have been generally restricted to specific genes or regions of the genome, because whole genome sequencing has been completed for only 4 strains. To better understand the physiology and pathogenicity of this important human pathogen, we performed comparative genomic analysis of 15 strains of M. pneumoniae that were isolated between the 1940s to 2009 from respiratory specimens and cerebrospinal fluid originating from the USA, China and England. Results: Illumina MiSeq whole genome sequencing was performed on the 15 strains and all genome sequences were completed. Results from the comparative genomic analysis indicate that although about 1500 SNP and indel variants exist between type1 and type 2 strains, there is an overall high degree of sequence similarity among the strains (>99 % identical to each other). Within the two subtypes, conservation of most genes, including the CARDS toxin gene and arginine deiminase genes, was observed. The major variation occurs in the P1 and ORF6 genes associated with the adhesin complex. Multiple hsdS genes (encodes S subunit of type I restriction enzyme) with variable tandem repeat copy numbers were found in all 15 genomes. Conclusions: These data indicate that despite conclusions drawn from 16S rRNA sequences suggesting rapid evolution, the M. pneumoniae genome is extraordinarily stable over time and geographic distance across the globe with a striking lack of evidence of horizontal gene transfer.
Background
Mycoplasma pneumoniae is a parasitic bacterium belonging to Mollicutes, a class of bacteria lacking cell walls and typically having small genomes under 1,000 kb. It is a common pathogen of the upper and lower respiratory tract of humans in all age groups worldwide. It is also the most comprehensively analyzed species of Mycoplasma, with recent studies characterizing M. pneumoniae's transcriptome, proteome and metabolome [1] [2] [3] . M. pneumoniae causes up to 40 % of community acquired pneumonias [4] . Although the infection is mild in most cases, patients can occasionally develop severe to fatal diseases. In addition to respiratory infections, as many as 25 % of M. pneumoniae infections are accompanied by extrapulmonary complications, which can affect almost any organ system either by direct infection or by infection-associated autoimmune phenomena [4, 5] .
The pathogenicity of M. pneumoniae is still under active investigation and several virulence mechanisms have been identified. M. pneumoniae is primarily an extracellular pathogen requiring close association with host cells to survive as its highly reduced genome renders it incapable of de novo synthesis of amino acids, nucleotides, and other essential molecules. Also, the mycoplasmas are unique among bacteria in their growth requirement for host cholesterol. Adherence to the host respiratory epithelium is believed to be the initiating event that facilities local cell injury, tissue disruption, and cytotoxic effects [4] . Several protein components of the adhesin complex have been identified including the P1 protein. The two M. pneumoniae subtypes, type 1 and type 2, were established based on P1 sequence polymorphisms [6] . Hydrogen peroxide and superoxide radicals are known virulence factors of M. pneumoniae [7, 8] . The Community Acquired Respiratory Distress Syndrome (CARDS) toxin, an ADP-ribosylating and vacuolating toxin of M. pneumoniae, is capable of inducing pulmonary inflammation and airway hyperreactivity [9] [10] [11] [12] [13] [14] . Inappropriate host immune responses also contribute to the pathogenesis of M. pneumoniae infection. The molecular mimicry by M. pneumoniae adhesin proteins and glycolipids of various host cell components may trigger autoimmune disorders that involve multiple organ systems [4, 15] . M. pneumoniae may also be a facultative intracellular pathogen; viable bacteria have been shown to move into the interior of human cells in vitro [16] . This aspect of the organism's life cycle and the ability to form biofilms on epithelial tissue likely contribute to the establishment of chronic infection [17] .
Whole genome sequencing has greatly facilitated our understanding of M. pneumoniae. At present there are 4 distinct M. pneumoniae strains completely sequenced. The genome of the type 1 strain M129 (ATCC 29342) was sequenced by using a laborious approach involving the construction of an ordered cosmid library. The sequence was reported in 1996 and reannotated in 2000 as having 816,394 bp, 730 genes, and an average GC content of 40 % [14, 18] . The genome sequences of the type 2 strains FH and 309 were completed using next generation sequencing methods (Roche 454 sequencers) [19, 20] . Another strain, M29 was recently submitted (accession number GCA_00733995.1) and has not yet been annotated. A preliminary comparison of the first three genomes indicated that they are very similar, except for variation in a 6-kb insertion region coding lipoproteins [20] . We have resequenced M129 and FH and also have sequenced 13 additional strains obtained from different geographic regions over a period of several decades. For each strain, the sequence was completed to generate a single, circular contig. Analysis of the genomes reveals numerous differences between type 1 and type 2 isolates but a striking degree of homogeneity between strains of the same type, suggesting clonality.
Methods

M. pneumoniae strains
A total of 15 M. pneumoniae strains were sequenced in this study (Table 1) , including 11 clinical isolates and 4 reference ATCC strains. These strains were originally isolated over a wide period of time, 1944 to 2009, and geographic range, North America, Asia and Europe. Except for one specimen from cerebrospinal fluid, most of these clinical strains were isolated from respiratory specimens after minimal growth in culture media. There is one macrolide resistant strain from the US (54089). The ATCC strains were purchased from ATCC in 2002, grown in 2005, and the 3 rd passage was used in this study.
Culture and DNA preparation
All strains were grown in 25 ml SP4 medium in T-flasks at 36.5°C until color change. Non-adherent organisms were discarded. The adherent organisms were gently washed twice with 10 ml PBS (phosphate buffered saline, pH 7.4), scraped from the bottom of the flasks, and suspended in 5 ml PBS. Genomic DNA was purified using the QIAamp DNA Blood Maxi Kit (Qiagen, Valencia, CA) according to manufacturer's instruction. After determining the DNA concentration (NanoDrop 1000, Wilmington, DE) and quality (0.8 % agarose gel), all DNA products were stored at −80°C until use.
Next-generation sequencing (NGS)
NGS of all M. pneumoniae strains was performed using the Illumina MiSeq platform in the UAB Heflin Genomic Core. Paired-end 250-bp reads were used.
Genome assembly and annotation
NGS sequencing reads were assembled de novo using ABySS v 1.3.7 [21] . Kmer values were tested iteratively to find the value yielding an assembly with the lowest number of contigs, while retaining a total contig length of approximately 800 kb. The s parameter was changed to double the kmer value, per recommendations by the developer. All other parameters were set to default. The number of contigs generated ranged from 5 to 13 per strain were generated by de novo assembly. These contigs were mapped to the M129 reference genome using BLAT [22] and visualized using IGV [23, 24] . This mapping was used to develop PCR primers to join the contigs. High fidelity PCR reactions and Sanger sequencing were performed using standard methods. Overlapping and joining of the contigs was performed manually with the aid of HVDR fragment merger tool [25] and Audrius Meskauskas's reverse complement tool [26] . Completed, circularized genomes were annotated using RAST [27, 28] , the NCBI prokaryotic pipeline [29] and manual reconciliation.
Single nucleotide polymorphism (SNP) and insertion/deletion (indel) analysis
To call SNPs and indels, completed genomes were first broken into 10-kb "reads" at 1-kb intervals and then aligned to either the M129 or FH reference strains (NCBI accession numbers NC_000912 and NC_017504, respectively) using BWA v0.7.7 [30] . The resulting BAM files were used as input for GATK v3.0-0 [31] . We used GATK's Unified Genotyper and Haplotype Caller to call SNPs and indels. Because the "reads" came from an assembled genome, a perfect quality score was assigned to each base. This necessitated the use of the allow PotentiallyMisencodedQuals parameter when running GATK's Realigner Target Creator. Otherwise, GATK was run using standard parameters according to GATK Best Practices recommendations [32, 33] . The effects of the SNPs and indels in the resulting VCF files were evaluated using snpEff v3.3 [34] . Although snpEff does annotate each SNP and indel with the gene that they fall into, we reannotated the VCF files using the latest annotations of the M129 and FH genomes downloaded from NCBI.
Functional annotation
Functional annotation of gene lists was performed using BRITE search from the Kyoto Encyclopedia of Genes and Genomes (KEGG) [35] .
Protein sequence analysis
Gene sequences were downloaded from the RAST server after annotation. To identify specific genes, these sequences in FASTA format were compared to the reference sequence as found on NCBI by using BLAST. Genes were translated using the translation tool at Bioinformatics Organization [36] , and the protein sequences aligned using CLUSTAL Omega [36] .
Comparative genomics
Completed genomes were aligned using BRIG [37] to visualize overall sequence similarity between the strains. The annotated genomes, in the form of GenBank files from RAST, were aligned with MAUVE [38] to identify structural variations and which genes they may affect. For phylogenetic tree generation, completed genomes were aligned using MAFFT [39, 40] via the CIPRES science gateway [41] . We generated phylogenetic trees from the genome alignment using MrBayes [42] . To generate trees for protein sequences, Clustal X [43] was used to align protein sequences and to generated trees. For both genome sequence and protein sequence trees, 1000 iterations of boostraping analysis were used to generate confidence values. Trees were visualized using Dendroscope [44, 45] and FigTree [46] . Tandem repeats across the genome were identified by Tandem Repeat Finder 9 [47] .
Results
Genome assembly
We sequenced the 15 M. pneumoniae strains with NGS and computationally de novo assembled them into contigs. The characteristics of these assemblies are found in Additional file 1: Table S1 . The resulting contigs were mapped to the M129 reference genome and joined via PCR. All fifteen genomes had all contigs joined to form a single, continuous (circular) contig. Following assembly and editing, the genomes underwent automated gene annotation. Summary statistics for the completed genomes, including submission numbers are found in Table 2 . These genomes, having about 40 % of GC and ranging from 816402 to 818633 bp, code for a total of 853 to 870 genes.
Genome comparison
The 15 sequenced genomes were aligned using a variety of methods. To determine their overall similarity, the genomes were aligned to the reference M129 genome using BRIG, a BLAST-based alignment method. Overall, the genomes were 99 % to > 99 % identical; the similarity within each subtype group was less than 0.1 % difference among the strains. There was one distinct region where identity dropped to about 95 % in the type 2 strains (Fig. 1 ). This region corresponds to the P1 gene ( Fig. 1) .
We also aligned the genomes using MAUVE to detect large chromosomal rearrangements, deletions, and duplications ( Fig. 2a) . MAUVE detected two subtype-specific insertions ( Fig. 2b and c) : the type 1-specific 557178-560601 (M129 numbering) insertion and type 2-specific 713023-713984 (M129 numbering) insertion. All of the genes affected by these insertions were hypothetical proteins, with the exception of a tRNA gene (MPNt26) in the type 1 specific insertion. MPNt26 codes for a serine TCG tRNA. Both type 1 and type 2 strains have another serine TCG tRNA gene (MPNt25) immediately upstream of the insertion point. The genomes (including M. hominis as an outgroup) were aligned with MAFFT and a phylogenetic tree was generated using MrBayes (Fig. 3 ). Not surprisingly, the 15 strains fall into 2 groups representing type 1 and type 2.
SNP and indel analysis
SNPs and indels were compared relative to type 1 and type 2 reference strains, M129 and FH, respectively. To our knowledge, there is no whole-genome alignment program that generates an alignment file that can be used with current SNP and indel callers like GATK. Instead of going back to the un-assembled short reads, we broke the completed genomes into 10-kb "reads" in 1-kb intervals, aligned these "reads" to the genome, and used the resulting BAM file as input for GATK. We tested GATK's UnifiedGenotyper and HaplotypeCaller for genotyping. HaplotypeCaller is newer and calls indels better, but lacks a haploid-genome setting. Overall, the results were highly similar for the two SNP callers. For a subset of genes that were examined, SNP and indel calls were almost perfectly concordant. For indels involving tandem polynucleotide repeats, UnifiedGenotyper missed a few indels found by HaplotypeCaller. We therefore utilized the results from HaplotypeCaller. SNP and indel effects were annotated with snpEff, and we manually re-annotated gene symbols for the SNPs using the latest gene annotations of the M129 and FH reference strains from NCBI. The SNP and indel counts, by predicted functional effect as annotated by snpEff, relative to the M129 (type 1) reference genome are found in Table 3 . As expected, type 1 strains showed fewer variants (235-431) than type 2 strains (1569-1615). As a test of the system, the M129 reference sequence downloaded from NCBI was processed in the same way as the 15 sequenced strains and had SNPs called against itself. No variants were found. SNPs and indels were also called against the FH (type 2) reference genome, and the results were similar with about 1500 variants and 200 variants detected in type 1 and type 2 strains, respectively. No variants were detected when running the FH reference genome against itself. However, the gene annotation for the M129 reference genome appeared to be more complete with fewer unnamed genes. Therefore, all further variant analysis was done using the M129 (type 1) reference genome.
To test the accuracy of our assemblies, we compared the variants in the resequenced M129 strain relative to the original M129 reference sequence. Of the 203 genic SNPs and indels in the resequenced M129, 101 were found in all other sequenced strains or in all of the sequenced type 1 strains, suggesting that these variants were actually errors in the original M129 sequence. The remaining 102 variants represent about 0.01 % of M129's genomic sequence. A further 56 were found in at least one other type 1 strain (in almost all cases, the variant was found in all type 2 strains or in type 1 strains 54089 and 85084). Another 10 were found in several type 2 strains, but no type 1 strains. This left 36 variants that are unique to the resequenced M129 strain. These 36 variants, the most likely candidates for sequencing errors, variant misscalls, or new mutations, represent about 0.004 % of M129's genomic sequence. Two of these variants were found in the MPN413 gene and the rest were found in MPN489. These two genes code for proteins of unknown function.
To explore the variable and invariable regions of the M. pneumoniae genome, we identified the genes with the most and least non-synonymous variants in type 2 strains compared to the M129 (type 1) reference genome. The top 10 genes with the most non-synonymous variants are found in Table 4 . When looking for genes with the fewest variants, we found 182 genes with no variants in any of the sequenced strains. The list of these genes is found in Additional file 2: Table S2 . For those genes that could be classified by KEGG, a summary of the functional groups into which these genes fall is found in Table 5 .
Gene specific analysis
The two adjacent genes P1 and ORF6 code for critical components of the M. pneumoniae adhesin complex. These genes are within the largest region of sequence polymorphism between type 1 and type 2 strains (Fig. 1 ) and are the top two named genes by non-synonymous SNP count. To examine the variance in these genes further, the protein sequences were aligned and found to have identical amino acid sequences for most of their length. However, for both P1 and ORF6, there was one region where type 1 and type 2 strains had virtually no sequence identity. The alignments for the regions of high variation are shown in Fig. 4 . Other variants found in these genes not in the large region of variation are listed in Additional file 3: Table S3 and Additional file 4: Table S4 . Most of these other variants, like the sequence of the large regions of variation, are subtype specific, rather than strain specific. However, there were also some unique, strain specific variations with potentially significant effects in both P1 and ORF6 (Fig. 5) . One of these was a variation in the number of AGT trinucleotide repeats coding for serine in a region between the repetitive elements RepMP4 and RepMP2/ 3 [48] within the P1 gene. The number of serine repeats ranged from 5-17 with strain 19294 bearing the longest (Fig. 5a ). MPN372 codes for the CARDS toxin, an important virulence factor of M. pneumoniae. There were no nonsynonymous variants in any of the type 1 strains, and one non-synonymous SNP common to all of the type 2 strains (T1112G, I371S). Additionally, the FH and M2192 strains each had one unique non-synonymous SNP (FH: C74T, S25L and M2192: G1507A, G503S). The unique SNP in FH was near, but not part of, the sequences comprising the active site of the CARDS toxin.
Our attention was also drawn to the M. pneumoniae arcA gene, an essential component of the arginine deiminase pathway that is thought to be inactive in M. pneumoniae [49] . There are two copies of arcA in M. pneumoniae, MPN304 and MPN560. MPN304 is truncated by a frameshift yielding a premature stop codon and is contiguous to arcC. MPN560 is not truncated but is found in another part of the genome. There were no variants in the coding sequence of either gene (before premature stop for MPN304) in any of the 15 sequenced strains. We also aligned the amino acid sequence of both proteins against the amino acid sequence of ArcA of several other Mycoplasma species. The protein sequence of arginine deiminase from Streptococcus pneumoniae strain R6 (spr0822) was included as an outgroup. MPN304 and MPN560 were more similar to ArcA sequences from other species than they were to each other, with MPN304 being most similar to ArcA from Mycoplasma fermentans and MPN560 being most similar to ArcA from Mycoplasma gallisepticum (Fig. 6) .
The type I restriction and modification (R-M) enzymes protect bacteria from invading foreign DNA. They are composed of three types of subunits: hsdR encodes the restriction (R) subunit, hsdM encodes the modification (M) subunit and hsdS encodes the DNA sequence specificity (S) subunit [50] . They are pentameric enzymes with two R subunits, two M subunits and one S subunit. The S subunit is composed of two target recognition domains (TRDs) and each TRD comprises a DNAbinding domain and an alpha helical dimerization domain. The M129 genome has 2 hsdM (MPN198 and MPN342) and 10 hsdS genes scattered across the genome (Table 6 ). The hsdR gene contains frameshift Fig. 4 Multiple protein sequence alignments showing the differences in P1 and ORF6 between type 1 and type 2 strains. a The large region of variation in P1. Type1 is representative sequence for all type 1 strains and type2 is representative of all type 2 strains. b The large region of variation in ORF6. Type1 is representative of all type 1 strains, except M129, which is also shown (differences in M129 highlighted in red). Type2 is representative of all type 2 strains except for MAC, which is also shown (differences in MAC highlighted in red) mutations resulting in small ORFs (MPN345, MPN346, and MPN347) that are predicted to be nonfunctional. No prophages, conjugative elements, or genes unique to any one of the genomes were identified from the genome sequences. It is striking that the genome sequences of M. pneumoniae revealed so little evidence of horizontal gene transfer and the absence of an intact hsdR. 5 Multiple protein sequence alignments showing strain-specific differences in P1 and ORF6. Type1 and 2 strain names are highlighted in blue and green, respectively. a A poly-serine repeat in P1 with varying lengths in various strains. 19294 has a uniquely long allele of the poly-serine repeat, and the repeat-length in the other strains does not strictly correspond to strain type. b A stop-loss mutation in MAC results in an additional 7 amino acids added to the protein sequence. c A pair of frameshifts results in the truncation of the beginning of ORF6 in MAC. Type1 and Type2 are representative sequences for type 1 and other type 2 strains, respectively. The new protein is predicted to use an alternate start codon by RAST: the starting methionine in MAC is the same codon as that which codes for the leucine in other type 1 and type 2 strains
The 10 hsdS genes are found in all sequenced strains (Table 7) . MPN289 and MPN290 appear to be two truncated subunits derived from an integral hsdS locus that was interrupted by a point mutation resulting in a stop codon. MPN365 and MPN615 in all sequenced type 2 strains are truncated due to a premature stop. MPN285 is also truncated in 3 strains (MAC, PO1, and 142.8) due to frameshifts. Interestingly, a 12-bp tandem repeat (TR) corresponding to a 4-amino acids repeat (AELS or TELS) within the first alpha helical dimerization domain was found in 7 out of the 10 hsdS genes ( Table 6 ). The copy number of this TR varies in 6 out of the 7 hsdS genes among the 15 strains (Table 7) . It also varies in the same strains from different passages/ laboratory conditions, e.g. in published M129 and FH genomes and our resequenced M129 and FH genomes (Table 7) . Because two copies of the hsdS gene (MPN089 and MPN343) are part of two of the strain specific genomic structure variants annotated by MAUVE, we aligned the sequences of these proteins to look at variations in these genes. In both copies of the hsdS, the main source of variation is the TR region of varying length with two different repetitive units (TELS and AELS). The repeat in MPN089 consists only of AELS units, although all strains have one TELS unit, like all other TR-containing hsdS genes (Fig. 7a) . The copy number of the repeat varies from 2 to 6 and does not correspond to strain subtype. However, in MPN343, the repeats are much longer in type 1 strains (10 -16 copies) compared to type 2 strains (1 -2 copies). Three type 1 strains (51494, 54089, and 54524) have long repeats of mixed TELS and AELS unit (Fig. 7b and Table 7 ). 6 Phylogenetic tree of ArcA. The protein sequences of the two ArcA protein sequences from M. pneumoniae (MPN304 and MPN560), ArcA sequences from other Mycoplasma species, and the protein sequence of arginine deiminase from Streptococcus pneumoniae strain R6 (spr0822_Spn_R6) were aligned and a tree was generated from the alignment. Confidence values, represented as percent of supporting bootstrapping iterations are shown for each node. Scale, in differences per site, is indicated at the bottom Macrolide resistance is increasing in M. pneumoniae and is often associated with mutations in 23S rRNA. The macrolide resistant strain 54089 was found to have a point mutation, A2063G (E. coli numbering), in its 23S rRNA gene. This mutation is common among macrolide resistant isolates of M. pneumoniae [51, 52] .
Discussion
Quality of genome assembly
We present here 15 M. pneumoniae genomes in single, circular contigs. Our alignments of these genomes did not detect any apparent chromosomal alterations that were not found in other strains. Additionally, our comparison of the resequenced M129 strain with the original M129 reference sequence suggests a low level of assembly errors. Variants conserved in all sequenced strains likely represent errors in the original reference genome but some variants may be mutations that arose in the laboratory in which M129 was first sequenced. Similarly, variants found only in the resequenced M129 genome may be the result of assembly errors or mutations that occurred in our laboratory. Such variants were found in only two genes. These findings suggest that our genome assemblies are high quality and that the resequenced M129 genome is more accurate than the original.
Comparison of the genome assemblies
Overall the similarity between the M. pneumoniae strains was striking with > 99 % sequence identity. The similarity within each subtype group was even stronger with less than 0.1 % difference among strains of the same subtype. The type 1 and type 2 groups of strains appear to be clonal as are some other bacteria species such as Mycobacterium tuberculosis [53] . Despite their geographic separation, the strains may have only recently diverged. The differences between the type 1 and 2 strains were concentrated to specific areas of the genome, rather than being evenly distributed. This suggests the existence of positive selection pressure for some variants, as might be expected for genes coding for proteins that interact with host cells such as the P1 adhesin.
We identified two large regions of genomic structural variation. These intervals were located at 557178-560601 and 713023-713984 in M129, and both were type specific. The type 2-specific insertion (Fig. 2b) contained lipoprotein genes and was identified as an insertion event previously reported only in strain 309 [54] . This block was found in all of our sequenced type 2 strains, including FH, making it a type 2 strain signature, rather than a unique feature of strain 309. The type 1 specific insertion (Fig. 2c) spanned only genes encoding hypothetical proteins.
P1 and ORF6
The tightest clustering of the genomic differences between the type 1 and type 2 strains are found in two contiguous, functionally related genes: P1 and ORF6. Both genes are in the same operon and code for components of the M. pneumoniae adhesin complex, which is necessary for successful colonization of the respiratory tract [55] . The major sequence differences in the P1 and ORF6 genes between type 1 and type 2 strains are localized to specific domains of the proteins, rather than scattered across the protein. The P1 and ORF6 genes each have a long region of divergence between the type 1 and type 2 strains while the rest of the protein sequence is almost completely identical. For each gene, the region of divergence is about 350 bp, across all strains. In the case of P1, this region of variation has been mapped to a known surface-exposed domain [56] . The large regions of variation in both the P1 and ORF6 genes are within RepMP sequences. RepMP sequences are found throughout the M. pneumoniae genome, and previous studies suggest that recombination between RepMP sequences is responsible for antigenic variation [57, 58] . Our data support these prior studies.
The within-type consistency between the type 1 and type 2 suggests that such recombination is a rare event. Our data also suggest that while type 1 and type 2 strains diverged via recombination events in the P1 and ORF6 genes (among other loci, Fig. 2 ), they have been relatively stable evolutionarily at these loci for at least the last six decades. This stability further suggests that the function of P1 and ORF6 is critical for survival of both type 1 and type 2 strains, even though the function of the proteins may be subtly different in each strain subtype. It is also Fig. 7 Multiple protein sequence of the variable regions in the hsdS genes. Both copies of the hsdS gene had a repetitive region of varying length consisting of TELS and AELS units (highlighted in orange and yellow, respectively). Note that in both copies, the length and composition of the repeat does not correspond to strain subtype. Strain names are to the right and highlighted in blue for type 1 and green for type 2. a Repeat region in the MPN089 copy of the hsdS gene. This is part of the variation in the 108000-126000 region shown in Fig. 2c . b Repeat region in the MPN343 copy of the hsdS gene. This is the variation in the 409700-410900 region shown in Fig. 2c possible that recombination events involving the RepMP sequences regularly occur but that they are immediately out-competed by the superior type 1 and type 2 variants. Besides the variable RepMP sequences in the P1 gene, an AGT trinucleotide repeat variation was observed in all strains. This variation was previously reported in a total of 85 clinical isolates from China in two studies (repeat 5-16 times) [59, 60] . Serine repeats may form a hinge structure of a protein and hinge bending motions play an important role in catalysis and protein-ligand interactions [61] . The global P1 protein structure contains three domains that are linked by the flexible hinges [56] . The serine repeats are located in conserved domain I, close to but not included in the predicted flexible hinges. Although P1 is a surface antigen clearly related to adherence, no known protein functions such as ligand binding have been clearly predicted or characterized to it [56] . It is possible that the serine repeat variation could potentially affect its interaction with the host. Interestingly, we showed that strain 19294 has a uniquely long expansion of the polyserine repeat, and this strain has unusual morphology, as seen by electron microscopy, compared to most published photomicrographs of M. pneumoniae [62] . The unique expansion of the polyserine repeat may cause this phenotype by changing the way P1 folds or by changing its flexibility, and therefore its interactions with other proteins in the adhesin complex. As protein glycosylation at serine residues has recently been described in mycoplasma, the serine repeat might be a region that is heavily glycosylated with potential consequences on P1 function [63] .
The functional effects of these and other variable domains in P1 and ORF6 should be the subject of future studies, but our results already suggest that a large fraction of the functional differences between type 1 and type 2 M. pneumoniae strains lies within one protein complex and two genes coding for components of that complex.
CARDS toxin
The CARDS toxin is an important virulence factor of M. pneumoniae. First identified in 2006 as a surfactant protein A-binding protein, recombinant CARDS toxin induces ADP-ribosylation of multiple cellular proteins and vacuolization of host cells both in vitro and in vivo in rodents and primates [9, 13] . Production of CARDS toxin is upregulated by growth of M. pneumoniae in vivo in mammalian lung [64] . Functional analysis of the recombinant toxin reveals that the ADP-ribosylating activity resides in the N-terminal region of the protein while the cell membrane-binding and vacuolating activities are dependent on the C-terminal region [65] . Unlike P1 and ORF6, the CARDS toxin gene has very little variation among strains. There was only one SNP distinguishing the type 1 and type 2 strains. Two of the type 2 strains bear one unique SNP each, but it is not clear whether these SNPs might affect toxin function. The N-terminal S25L SNP in FH lies between two of the three conserved domains of the pertussis superfamily 1 region but does not appear to be conserved. The G503S SNP in M2192 might affect functions known to be associated with the C-terminal of the protein (the receptor binding/internalization and vacuolating activities) but the structure-function relationships underlying these activities is unknown at present [9, 65] . Additionally, we found no SNPs upstream of the gene that could potentially alter promoter function. These findings suggest that the CARDS toxin is under little selective pressure to vary.
Arginine deiminase
Arginine deiminase activity has never been demonstrated in M. pneumoniae. Enzyme function is thought to be inactive due to a frameshift leading to a premature stop codon in the arcA gene (MPN304). We confirmed the existence of this premature stop in all of the 15 sequenced strains. However, we also observed another, intact copy of arcA (MPN560) in all 15 strains. The prematurely stopped copy of arcA was contiguous to arcC, while the intact copy is in a different part of the genome and appears to have a different origin based on protein sequence alignment (Fig. 6) . It is likely that MPN304 was the "original" copy of arcA and that MPN560 was acquired later. What is most striking is that both copies of arcA have no nonsynonymous variants in the entirety of their coding sequences in all of the 15 sequenced strains. The lack of variation in these genes at both loci suggests that the genes are not diverging and hence may be functional. Although previous studies have suggested that the arginine deiminase pathway is inactive in M. pneumoniae [49] , ArcA (encoded by MPN560) protein has been detected by proteogenomic assay [66] . ArcA may have a regulated activity that is not observable under prior assay conditions and/or might be involved in cellular function(s) other than arginine metabolism. All of these results warrant further study into the activity and the possible inducibility of the arginine deiminase pathway in M. pneumoniae.
hsdS variation
Each of the strains examined had 10 copies of hsdS scattered throughout the genome, eight of which were identified as transcribed and 5 as translated by transcriptome and proteome analysis of M129 [1, 3, 67] . Multiple copies of hsdS genes are also found in other mycoplasma species, e.g., 9 in M. suis [68] and 21 in M. haemofelis [69] . M. pulmonis has "only" 6 hsdS genes but about 2 dozen hsdS variants, all of which are functional, can be generated by high-frequency DNA inversions with the site-specific recombination sites located within the hsdS coding regions [70] . M. pneumoniae should lack type I restriction endonuclease activity because of the apparent absence of a functional hsdR gene. Nevertheless, the HsdS proteins can combine with the HsdM proteins to form a functional type I modification enzyme. Indeed, the DNA methylome of M. pneumoniae reveals a type I DNA modification enzyme activity that recognizes the target sequence GAN 7-TAY [67] . None of the hsdS genes of M. pneumoniae should be thought of as orphans because each of the HsdS proteins can complex with any of the HsdM subunits that are available. Hence, a small number of hsdM genes can support a large number of hsdS genes to generate a system in which multiple modification enzymes with differing DNA sequence specificities are active simultaneously.
We observed a 12-bp TR within the dimerization domains in 7 hsdS genes, and the TR copy numbers vary in 6 of hsdS in all strains and in the same strain from different passages. Tandem repeats were also identified in the hsdS genes of M. haemofelis genome [69] . It is known that the length of the alpha helices determines the number of nucleotides in the non-specific spacer of the DNA recognition sequence and thus variations in this domain change the target specificity [50, 71] . Hence, the gain or loss of TR units as would be expected to occur as a result of slipped strand mispairing during DNA replication would alter the DNA methylome. The specificities of the HsdS proteins may vary during infection as has been reported for the type I restriction enzymes in M. pulmonis [72] . Even the truncated copies of hsdS may be functional as have been described for other bacteria [73] . Maintaining so many variable hsdS genes in the genome suggests epigenetic mechanisms for gene regulation [74] .
Conclusions
It has been estimated based primarily on rRNA analysis that the mycoplasmas are evolving more rapidly than most bacteria and that M. pneumoniae and closely related species are evolving more rapidly than most other mycoplasmas, suggesting a high mutation rate [75, 76] . Nevertheless, the complete sequence and assembly of 15 M. pneumoniae genomes from isolates collected over the past 6 decades from diverse localities across the globe demonstrate striking conservation of most genes within the two identified subtypes, including the CARDS toxin gene, an important virulence factor. Two genes coding for ArcA, a protein that is integral to the function of arginine deiminase, were also found to be completely conserved both in the apparently prematurely stopped MPN304 as well as the apparently functional MPN560. The major region of variability occurs in the P1 and ORF6 genes associated with the adhesin complex. One isolate with unique cell morphology was found to have an extended polyserine region in P1. Multiple hsdS genes with variable TR numbers were identified in all
